This study shows the seasonal effect on the antioxidant, antiproliferative, and antimicrobial activities of L. glaucescens Kunth (LG) leaves extracts. Their antioxidant activity was evaluated through the DPPH, FRAP, and ORAC assays. Their phenolic content (PC) was determined by means of the Folin-Ciocalteu method, and the main phenolic compounds were identified through a HPLC-DAD analysis. Antiproliferative activity was determined by MTT assay against HeLa, LS 180, M12.C3.F6, and ARPE cell lines. Antimicrobial potential was evaluated against Staphylococcus aureus and Escherichia coli using a microdilution method. All the LG extracts presented high antioxidant activity and PC, with quercitrin and epicatechin being the most abundant. Antioxidant activity and PC were affected by the season; particularly autumn (ALGE) and summer (SULGE) extracts exhibited the highest values ( < 0.05). All extracts presented moderate antiproliferative activity against the cell lines evaluated, HeLa being the most susceptible of them. However, ALGE and SULGE were the most active too. About antimicrobial activity, SULGE (MIC 90 < 800 g/mL; MIC 50 < 400 g/mL), and SLGE (MIC 50 < 1000 g/mL) showed a moderate inhibitory effect against S. aureus. These findings provide new information about the seasonal effect on the PC and biological properties of LG extracts. Clearly, antioxidant activity was the most important with respect to the other two.
Introduction
Nowadays, diseases related to oxidative stress and to antimicrobial resistance are considered the main public health concern, leading to the highest mortality rates worldwide [1, 2] . Oxidative stress has been explained in terms of the overproduction of intracellular reactive oxygen species, which may produce damage to biomolecules such as DNA, RNA, lipids, and proteins [3] . Therefore, the cellular damage would eventually result in the development of chronic diseases like cancer, atherosclerosis, rheumatoid arthritis, diabetes, chronic inflammation, and cardiovascular ills, among others [4] .
On the other hand, antimicrobial resistance is the result of antibiotic misuse, which conduces to stronger infections with complicated clinical treatments like respiratory tract 2 Evidence-Based Complementary and Alternative Medicine infections, rhinosinusitis, otitis media, cystic fibrosis lung infection, dental caries, and chronic wounds, among others [5, 6] . These complications reduce the conventional antibiotics efficacy and length of the hospitalization stays and increase the medical treatment costs associated with the research and application of broad spectrum antibiotics [7] . Each year, around 2 million people are infected by antibiotic resistant bacteria in USA and thousands die due to infections with clinical complications [8] . In this context, natural agents emerge as a safe alternative to reduce the problem of the oxidative stress and antimicrobial diseases.
Plants are traditionally used in folk medicine to treat different illnesses and nearly 80% of worldwide population had used them with this purpose, especially for being a natural source easily available for the communities [9, 10] . Their positive health benefits are associated with the presence of chemical compounds derived from secondary metabolism, such as phenolic compounds, essential oils, terpenes, saponins, alkaloids, and polypeptides, which are used by plants as part of their defense mechanisms [11, 12] . In addition, these compounds had shown a broad spectrum of biological activities, demonstrating the potential of plants as alternative drugs [13, 14] . However, the content of bioactive compounds depends on biotic and abiotic factors such as the presence of microorganisms and competitor species around the plant, temperature, light intensity, UV radiation, humidity, water, minerals, and environmental contamination [15, 16] . These factors regulate the production of secondary metabolites and subsequently the potential use of medicinal plants [17] . In this sense, the study of the effect that the different seasons have on the chemical composition and biological properties of plants can contribute to their optimal use in the folk medicine [18, 19] .
Litsea glaucescens Kunth is a native plant from Central America and Mexico, mainly distributed in the states of Chiapas Nayarit and Veracruz, where it is known as "laurel" [20] . Its leaves have been traditionally used as food seasoning, as well as remedy in folk medicine against central nervous system illness, depression, colic, pain, vomit, and diarrhea [21] . These activities are mainly related to the presence of different compounds such as terpenes and phenolic compounds [22, 23] . The goal of the present study was to evaluate the seasonal effect on the antioxidant, antimicrobial, and the antiproliferative activities of L. glaucescens Kunth leaves extracts, as well as on their content and profile of phenolic compounds, since to the best of our knowledge, this is the first effort to describe at this level the biological properties and chemical composition of "laurel," commonly used as a remedy by the communities from the mountainous region of Veracruz, México. Collected leaves were washed and dried. Dried leaves were extracted with methanol (96%) during 4 days with occasional stirring (2-3 times per day). The extracts were filtered using filter paper (Whitman grade number 4) and the solvent was evaporated to dryness under reduced pressure at 40 ∘ C in a rotary evaporator. The obtained extracts were stored at −20 ∘ C and identified as L. glaucescens autumn, winter, spring, and summer extracts (ALGE, WLGE, SLGE, and SULGE, resp.).
Materials and Methods

Total Phenolic Content.
Total phenolic concentration was determined with Folin-Ciocalteu reagent, according to the method described by Velazquez et al. [24] . Briefly, 10 L of extracts (1 mg/mL) was mixed with 80 L of distilled water, 40 L of Folin-Ciocalteu reagent 0.25 N, 60 L sodium carbonate (5% in distilled water), and 80 L of distilled water. The mixtures were incubated at room temperature (1 h). The absorbance of the samples was measured at 750 nm on a Fluostar Omega microplate reader (BMG Labtech, Ortenberg, Germany), and the results were expressed as milligrams of gallic acid equivalent (GAE)/gram of dry weight (d. w.).
HPLC-DAD Analysis.
Analytical HPLC-DAD analysis was carried out on an Agilent 1220 Infinity DAD LC (Waldbronn, Germany) equipped with a Zorbax SB-C18 column (250 × 4.6 mm, Ø 3.5 m, Agilent, USA). The mobile phase consisted of 5% formic acid in water (solvent A) and methanol (solvent B). The elution was accomplished with a solvent flow rate of 1 mL/min, using a gradient program as follows: 5% B (0-5 min), 10% B (5-10 min), 15% B (10-18 min), 25% B (18) (19) (20) (21) (22) (23) (24) (25) (26) (27) (28) 
ORAC Assay.
Oxygen radical absorbance capacity assay was carried out using a modified method described by Ou et al. [27] . AAPH reagent was used as peroxyl radical generator and fluorescein as the fluorescent indicator. Reaction mixture contained 150 L of fluorescein (10 nM), 25 L of phosphate buffer (75 mM, pH 7.4) as blank, and 25 L (50 g/mL) of extracts. Reaction was started by the addition of AAPH (240 mM). Samples were preincubated at 37 ∘ C (15 min) and the fluorescence was monitored every 90 s for 1.5 h at 485-520 nm on a microplate reader (Fluostar Omega microplate reader, BMG Labtech Ortenberg, Germany). Results were expressed as M TE/g d.w.
Bacterial Strains and Growth Conditions. Escherichia coli
ATCC 25922 and Staphylococcus aureus ATCC 25923 were employed in the experiments. These strains were maintained at −70 ∘ C in cryovials containing glycerol (10%) broth and subculture in Mueller-Hinton broth, at 37 ∘ C during 24 h before testing.
Antibacterial
Assay. Antibacterial activity of extracts was evaluated by the modified microdilution broth method [24] . Briefly, after overnight growth at 37 ∘ C and read later at 620 nm, on a microplate reader (Multiskan EX, ThermoLab System), at 6, 12, 24, and 48 h. The minimal inhibitory concentration was defined as the lowest extracts concentration that inhibited at least 50% (MIC 50 ) or 90% (MIC 90 ) of the bacterial growth after incubation (37 ∘ C × 24 h). MICs values were calculated from the Optical Density (OD 620 nm ) data using the following equations:
(OD 620 nm untreated bacteria − OD 620 nm test concentration) (OD 620 nm untreated bacteria)
× 100 ≥ 50%
× 100 ≥ 90%.
(1) 
Antiproliferative Assay.
Cell proliferation was evaluated through the MTT assay [28] modified by Hernandez et al. [29] . Briefly, 50 L (1 × 10 4 cells) was placed in each well of a flat 96-well plate and incubated for 24 h (37 ∘ C, 5% of CO 2 atmosphere). Then, 50 L of medium containing different concentrations of extracts was added and the cell cultures were incubated for 48 h. Extracts were previously dissolved in DMSO. DMSO did not exceed 0.5% of the total volume per well (preliminary studies showed that DMSO at this concentration does not cause damage of cell). Caffeic acid phenethyl ester (CAPE) was used as a positive control in the antiproliferative assay. In the last 4 h of the LS 180, HeLa, and ARPE cell line cultures, each well was washed with PBS and refilled with new fresh culture medium. Subsequently, 10 L of a MTT solution (5 mg/mL) was added to each well (in the case of the M12.C3.F6 cell line culture, only MTT solution (5 mg/mL) was added). Metabolically active cells reduced tetrazolium salt to colored formazan crystals, which were dissolved with acidic isopropyl alcohol. Microplates were read at 570 and 650 nm (Multiskan EX, ThermoLab System). Results were expressed as IC 50 values (IC 50 is defined as the required concentration to inhibit 50% of the cell proliferation). Graphic of living cells (%) versus extracts concentrations was traced. IC 50 values were calculated using nonlinear regression analysis in Microsoft Excel software. 
Results and Discussion
Phenolic Compounds.
The phenolic content of the L. glaucescens extracts ranged from 92.9 ± 4.4 to 138.2 ± 6.7 mg GAE/g d.w. The highest concentrations ( < 0.05) were found in ALGE and SULGE followed by SLGE and WLGE ( Figure 1 ). These data agree with those reported by Iqbal and Bhanger [30] , Brahmi et al. [31] , and Sivaci and Duman [32] , who evaluated the seasonal effect of phenolic content of moringa, olive, and almond leaves extracts, respectively. In the three studies, they found that autumn extracts presented the highest phenolic concentrations, in comparison with the samples of the other seasons.
To identify the main phenolic compounds of the extracts of L. glaucescens, a HPLC-DAD analysis was performed. The chromatographic profiles of the four seasonal extracts are shown in Figure 2 . As can be observed, the evident difference among them is the height of the chromatographic peaks (related to the concentration of the phenolics). Comparison of the retention times and spectra with those from a set of commercial standards allowed us to identify two of the main phenolic compounds present in L. glaucescens extracts: epicatechin and quercitrin, which present quantitative variation in L. glaucescens throughout the year (Figure 2) . Quercitrin was the most abundant phenolic compound in the four extracts, and to the best of our knowledge, this is the first time that it is reported as a component of L. glaucescens. SULGE presented the highest amount ( < 0.05) of quercitrin, followed by SLGE, ALGE, and WLGE (Table 1) . Epicatechin, the second-major flavonoid found in the extracts, has been reported before by Gamboa-Gómez et al. [33] as a secondary metabolite of L. glaucescens. In this work, the ALGE extract presented the highest ( < 0.05) epicatechin content, while a similar amount ( > 0.05) of this compound was observed in the other extracts.
Phenolic composition of plants is mainly affected by biotic and abiotic factors. In normal conditions, abiotic factors such as thermal stress play an important role in the biosynthesis of phenolic compounds in plants, because they induce the phenylalanine ammonia-lyase (PAL) activation, which is the main enzyme involved in the biosynthesis of phenylpropanoid [34, 35] . In addition, the increase in the enzymatic activity of PAL is related to an adaptation of the plant to stress [36] . Therefore, it is possible to hypothesize that L. glaucescens was subjected to a higher thermal stress during summer and autumn, compared with spring and winter, resulting in an increase of phenolic compounds during these seasons. On the other hand, phenolic compounds are associated with a wide range of biological activities. To contribute to the biological characterization of this plant, we evaluated its potential as antioxidant, antimicrobial, and antiproliferative agent. On the other hand, ferric reducing power of the L. glaucescens extracts was evaluated through their ability to reduce the ferric complex Fe3+-tripyridyltriazine to Fe2+-tripyridyltriazine. The corresponding values are shown in Table 2 ; and as can be observed there are significant differences among them ( < 0.05). Particularly, ALGE and SULGE exhibited the stronger power, whereas WLGE had the lowest activity. These values are higher than those reported before for other Litsea species (1.4-638 M Fe(II)/g of d.w.) [40, 42, 43] . In addition, according to the classification of medicinal plants performed by Wong et al. [44] , the L. glaucescens extracts had an extremely high ferric reduction power, since the obtained values were higher than 500 M Fe(II)/g of d.w.
The capacity of L. glaucescens extracts to scavenge the AAPH-derived peroxyl radical was evaluated through the ORAC assay and the results are shown in Table 2 ; similar values were obtained for SULGE, SLGE, and ALGE, while the lowest one was registered for WLGE. Although all the extracts had strong antioxidant activity, the results presented here demonstrated that during the winter the capacity of L. glaucescens to react with peroxyl radical decreased.
The three types of tests performed in this study provided evidences about the high ability of the four extracts to transfer electron and hydrogen atoms to stabilize free radicals and reduce metals, related to their strong antioxidant activity. In addition, the significant effect that the seasons had on the antioxidant capacity of L. glaucescens extracts is notorious. Particularly, ALGE and SULGE showed a higher activity, with respect to SLGE and WLGE. Additionally, the four extracts exhibited an interesting ability to act as preventive and chainbreaking antioxidants with activity against biological and synthetic radicals. These facts suggest that they have the potential to stabilize biological radicals and to inhibit the generation of reactive oxygen species, which could contribute to reducing the oxidative stress caused by them and therefore to avoiding the DNA damage.
It is well known that the antioxidant activity of natural products is strongly related to the content of phenolic compounds that they have, and the results obtained in this work agree with that fact. In order to demonstrate the correlation between both parameters, a series of plots of the three data pieces obtained through the DPPH, FRAP, and ORAC assays for each L. glaucescens extract (the samples were evaluated in triplicate) against the corresponding averaged concentration of phenolic compound (CPC) were performed ( Figure 3) . The regression coefficients ( ) of the linear correlations for each series are presented in Figure 3 . As can be observed, positive slopes were obtained in all the cases. On the other hand, the lowest regression coefficient was obtained for the correlation between the data of the ORAC test versus CPC; however the value is still into an acceptable range. As we hypothesized, it seems that phenolic compounds were the main compounds responsible for the antioxidant activity of the four L. glaucescens extracts. Although the evaluated samples have other phenolic constituents not identified in this work, it is possible that epicatechin and quercitrin could play an important role in the high antioxidant activity of ALGE and SULGE, since different studies have demonstrated that both phenolics are considered among the most antioxidant phenolic compounds [45, 46] and that capacity has been attributed to the catechol and chromane moieties that they have ( Figure 4) . Particularly, the presence of hydroxyl groups in 3 -and 4 -position of ring B, hydroxyl group 3 of ring C, and double bond between C2 and C3 enhance the antioxidant activity of these phenolic compounds, since they can transfer electrons and protons to stabilize free radicals or to reduce and chelate metals. These structural features confer to both compounds a greater stability, compared with those that lack them [13, 47] . In addition, these facts determine also the redox potential and therefore the antioxidant activity of phenolic compounds [48] .
Antiproliferative Activity.
The results of the antiproliferative activity evaluation of L. glaucescens extracts against HeLa, LS 180, M12.C3.F6, and ARPE cells are shown in Table 3 . Although all the extracts inhibited the proliferation of human and murine cells lines, their effect was moderate. As can be observed in Table 3 , HeLa was the more sensitive cell line to the L. glaucescens extracts, particularly to the SULGE and ALGE ones, which exhibited the highest activity ( < 0.05) against its proliferation. Regarding LS 180, ALGE and SULGE showed the stronger activity too ( < 0.05), whereas in the case of the cancerous murine cell line (M12.C3.F6), the four extracts had a similar antiproliferative effect ( > 0.05). In addition, ALGE showed the lower IC 50 value ( < 0.05) to inhibit the proliferation of the noncancerous ARPE cell line; however much higher concentrations of SLGE, SULGE, and WLGE were required. Even more, these last three values are the highest of Table 3 and constitute an evidence of the selectiveness of the L. glaucescens extracts to inhibit the proliferation of cancerous cell lines with respect to those noncancerous ones. These findings are consistent with previous studies from Litsea plants. For example, in a study performed by Herrera-Carrera et al. [49] , it was demonstrated that a herbal infusion obtained from L. glaucescens was able to inhibit the proliferation of human colon cancer cell line (HT-29). In the same way, Ndi et al. [50] observed inhibition on HT-29 (IC 50 = 37.9 g/mL) and melanoma (SK-MEL-28) (IC 50 > 100 g/mL) cells treated with of L. glutinosa extract. Subarnas et al. [51] evaluated the antiproliferative activity of L. mappaceae extracts against human breast cancer (MCF-7) and reported that 200 g/mL of plant extract was required to inhibit the 50% of cell proliferation. Although in all the cases the positive control CAPE was several times more active than the L. glaucescens extracts (see Table 3 ), it should be kept in mind that the purity of the CAPE used in the assays (above 95%) is much higher than those of the active compounds present in the extracts and this fact could contribute to the differences observed in the IC 50 values. The results reported in this work are an evidence of the antiproliferative effect of L. glaucescens against cancerous cell lines, in comparison with those noncancerous ones. In addition, the influence of seasons on its antiproliferative activity was significatively different in three of the four cell lines studied here. However, in some cases the registered differences were still modest. ALGE and SULGE were the more active extracts, which could be related to their high content of phenolic compounds. Nevertheless, the structural features of these phenolics are important too such as those described above as enhancer of the antioxidant activity of the L. mappaceae extracts [52] . In this sense, Kinjo et al. [53] and Nagarajan et al. [54] proposed that epicatechins, one of the most abundant phenolics of the four extracts reported here, possess potent antiproliferative activity against cancerous cells lines, which was related to an arrest of the cell cycle in the G2 phase. On the other hand, previous studies have reported that phenolic compounds exhibit different mode of actions against cancerous cell lines, for example, the induction of apoptosis, the cell cycle arrest, and the prevention of carcinogen metabolic activation with the subsequent cell death [55, 56] .
Antimicrobial Activity.
Results of antibacterial activity of L. glaucescens extracts are summarized in Table 4 and Figure 5 . As can be observed from Table 4 , SULGE and SLGE showed the strongest activity against S. aureus, since the MIC 50 values obtained for both are below the maximum concentration evaluated (1000 g/mL), which constitutes an evidence of the important seasonal effect on the biological properties of L. glaucescens. In contrast, no antimicrobial activity of any of the four extracts was observed against E. coli. The fact that S. aureus (Gram-positive) was less resistant than E. coli (Gram-negative) to L. glaucescens could be attributed to the cell structure and composition of both types of microorganisms. In this regard, it has been proposed by other authors that the outer membrane of Gram-negative bacteria, constituted by phospholipid and lipopolysaccharides, provides resistance to antimicrobial treatments [57] . On the other hand, the porins in outer membrane could regulate too the penetration of hydrophilic substances and reduce the fluidity of the lipopolysaccharides layer, decreasing the rate of transmembrane diffusion [58] . According to those studies, the Gram-positive bacteria would have lesser resistance to antimicrobial treatments.
In addition, the dose-depend relationships of the active extracts (SULGE and SLGE) against S. aureus were explored, and the corresponding plots are shown in Figure 5 . As can be observed, there is a clear effect of the concentration of both on their antimicrobial activity. SULGE, the most potent extract, was able to inhibit 100% of bacteria growth at the highest tested concentration (1000 g/mL), 98% at 800 g/mL, 70% at 600 g/mL, and up to 63% at 400 g/mL. In addition, higher concentrations, such as 1000 and 800 g/mL, had a similar activity with respect to gentamicin (>98% inhibition). Although in a minor proportion than SULGE, SLGE also exhibited antimicrobial effect depending on concentration against S. aureus. As can be observed from Figure 5 , a concentration of 1000 g/mL inhibited 51% of bacteria growth, while other concentrations provoked an inhibition lower than 50%. Phytochemicals are classified as antimicrobials based on susceptibility test achieving inhibitory concentrations in the range of 100 to 1000 g/mL. Thus, extracts with MIC : 800 g/mL; : 600 g/mL; ◼: 400 g/mL; e: 0 g/mL; ×: gentamicin. Control bacterial cultures were incubated with DMSO (0.8-2%). Gentamicin (12 g/mL) was used as positive control. All values represent mean ± standard deviation.
values equal to or lower than 100 g/mL are considered effective antimicrobial agents, while those with MIC values between 100 and 500 g/mL and between 500 and 1000 g/mL are known as moderate and low antimicrobial agents, respectively. Extracts with MIC values above 1000 g/mL do not have antimicrobial activity [59, 60] . In this sense, SULGE and SLGE showed moderate to low antimicrobial activity against S. aureus, while the other extracts were considered inactive against this bacterium.
On the other hand, the antibacterial activity of L. glaucescens extracts evaluated in the present research is consistent with previous works about the Litsea genus. For example, in a study performed by Ali-Ahmmad et al. [61] L. monopetala extracts presented inhibitory effect against S. aureus and E. coli at concentrations of 62.5 and 250 g/mL, respectively. Similarly, Areekul et al. [62] evaluated the antimicrobial activity of a L. glutinosa extract at 6.97% (w/v) against S. aureus and E. coli. Although lower in comparison to the effect of chloramphenicol, which was used as positive control, the L. glutinosa extract showed activity against S. aureus (21.34 mm and 8.78 mm of inhibition, resp.). Nevertheless, it was not able to inhibit the growth of E. coli. In addition, Pradeepa et al. [63] reported a behavior close to the results reported here, since they observed that the L. glutinosa extracts presented greater antimicrobial activity against S. aureus (MIC = 2.5 mg/mL) compared with E. coli (MIC = 5 mg/mL).
Antimicrobial effect of active L. glaucescens extracts could also be related to the high phenolic compounds content.
In this regard, Borges et al. [64] and Andrade et al. [65] demonstrated that phenolic compounds induced alteration of membrane properties, producing changes in the hydrophobicity, surface charge, and membrane integrity with the subsequent leakage of essential intracellular constituents of Gram-positive and Gram-negative bacteria. On the other hand, Cushnie and Lamb [66, 67] have concluded that phenolic compounds have different mechanism of action as antimicrobial, such as inhibitors of nucleic acid synthesis, of the energy metabolism, or of the cytoplasmic membrane function of the microorganisms.
Conclusions
This research provides information about seasonal effect on the concentration of phenolic compounds (particularly epicatechin and quercitrin) present in L. glaucescens extracts, as well as on a series of biological activities that they have. From the results reported here, the antioxidant activity was the strongest one and clearly dependent on the season. Therefore, the L. glaucescens extracts could be a promising alternative to avoid oxidative stress. On the other hand, antiproliferative and antimicrobial activities were moderate. The first of them increased slightly during the autumn and summer, which is related to the major concentration of phenolic compounds produced by the plant as response to the environmental conditions. In addition, L. glaucescens extracts collected during summer and spring showed moderate antimicrobial activity against S. aureus, which may be related to the high Evidence-Based Complementary and Alternative Medicine 9 quercitrin concentration produced by the plant during those seasons. Despite the interesting properties that this Mexican plant has, subsequent studies are required to support its effectiveness and safety doses for human applications.
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